Rabbit mammary gland PRL receptors in the microsome fraction were solubilized with the zwitterionic detergent Chaps, and were separated into two fractions (Fr. A and B) by ion-exchange chromatography.
phoresis;
Fr., fraction; Kd, dissociation constant; S, sedimentation coefficient; DEAE, diethylaminoethyl; Chaps, The membrane PRL receptors have been solubilized using the non-or[zwitterionic detergent (Triton X-100 or Chaps), with retention of binding activity (Shiu and Friesen, 1974; . Some of their physico-chemical properties in various tissues and species have been determined (Haeuptle et al., 1983; Katoh et al., 1984; Necessary et al., 1984; Sakai et al., 1985) .
We have shown that Chaps-solubilized PRL receptors can be separated by ionexchange chromatography into two species, both of which had specificity and high affinity for PRL binding (Sakai et al., 1986) .
In this study, we examind the number of PRL receptors in different fractions by Scatchard analysis. After sucrose gradient centrifugation, the recovery of the PRL receptors was 100%. Therefore, we further examined the sedimentation characteristics of PRL receptors fractionated by ion-exchange chromatography and their interaction with PRL under non-denaturing conditions. The molecular weight (mol wt) of the PRL receptors after affinity-labeling was examined by sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE) and autoradiography. The present experiments were undertaken as an initial step toward a future study of PRL receptor structure in the mammary gland.
Materials and Methods
Hormone and chemicals PRL (NIH-p-Sis, 30.5IU/mg) was a gift from NIADDK, Bethesda, MD. SDS-PAGE mol wt standards and DEAE Bio-Gel A was purchased from Bio-Rad, Richmond, CA. Chaps was obtained from Sigma, St. Louis, MO. Disuccinimidyl suberate (DSS) was obtained from Pierce Chemical Co., Rockford, IL. The mol wt standards used for calibration of the sucrose gradient were obtained from Pharmacia Fine Chemicals, Uppsala, Sweden. All other chemicals were of the reagent grade. (Sasaki et al., 1982 ; Waters et al., 1984 ; Mitani and Dufau, 1986 solubilized PRL receptors were separated into three fractions with the full recovery of the PRL-binding activity by ion-exchange chromatography.
The PRL-binding activity in these fractions was greatly different: the amount recovered in the unbound fraction was the smallest and that in the 100-180 mM NaCl fraction, the largest. Scatchard analysis showed that the Chaps extract contains 2.2 times more receptors with a high Kd than the low Kd type receptors in the 25-90 mM NaCl fraction. In the autoradiogram of the microsome PRL receptors, the band of the 83,200 species was more strongly labeled than the two other bands. In previous experiments (Sakai et al., 1986) , the low Kd type-PRL receptors were completely solubilized by 7.5 mM Chaps, the high Kd type-receptors being left in the microsome fraction. These results suggest that PRL receptors in the lactating mammary gland are mostly of the high Kd type.
The mol wt of PRL receptors in several organs and species has been examined using affinity-labeling and SDS-PAGE. The migrated position of 125I-PRL differed in the presence or absence of DTT in denaturing buffer . We confirmed above findings. In the mammary glands, a single species of PRL-binding subunit has been reported, the mol wt ranging from 32,000 to 42,000 (Haeuptle et al., 1983; Hughes et al., 1983; Necessary et al., 1984; Katoh et al., 1985) . We detected a 36,800 species and two other PRL-binding subunits (mol wt, 83,200 and 20,800) in the Chaps extracts and microsomes. The high mol wt form of PRL-binding subunit (mol wt, 81,000-91,000) has been reported in the ovarian (Mitani and Dufau, 1986 ) and the Leydig cell PRL receptors (Bonifacino and Dufau, 1985) . Autoradiography studies indicated that the three PRL-binding subunits were not bound to other protein by disulfide bonds, and that a 82,300 species did not disaggregate into a 36,800 species following the chemical treatments involved in affinity- 
